4-8 hr. The binding of ASA by HSA was markedly different from that of SA. The experiments both with or without gel filtration demonstrated a progressive increase in binding of ASA in the 20-to 53-hr periods studied. In addition, ASA apparently displaces SA from its binding sites on albumin, an observation that may have therapeutic implications. (6) and Smith et at (7) included binding experiments in their extensive studies of salicylates in body fluids. They concluded from dialysis or ultrafiltration technics that at low salicylate levels (< S mg/i00 ml) more than 90% carboxyl-14 C-acid (C-14-ASA), and C-carboxyl-labeled salicylic acid (C-14-SA) to purified human serum albumin. Bio Gel P-2 was used to separate the bound from the free forms of salicylates and tile ASA and SA in the fractions were determined by both radioactivity and fluorornetrie measurements. Fig 1, while the separation of C-14-Ac, ASA and SA is illustrated in Figure  2 . The Ks,, values in Table 1 were calculated according to the method of Laurent and Killander
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where Ken represents the fraction of the volume of tile gel that is available for the compound.
A substance of low molecular weight which can The protein binding of salicylates was studied by two different types of methods:
single-cell (SC), and equilibrium dialysis (ED).
Single Cell Method
Since the protein-bound salicylate could be separated from the free C-14-Ac, C-14-ASA, or C-14-SA by gel filtration it was feasible to study the binding of salicylates by incubating tile protein and other compounds in a tube at 25#{176} or 38#{176}. At various time intervals 0.2-mi aliquots were withdrawn amid applied to the column; 0.3-mI fractions were collected until 13 ml was eluted. The first 2.3 ml, containing no protem, was discarded and tile remanimg fractions were each diluted with 2.5 ml of buffer and analyzed for salicvlates 1w fluorometrv and radioactivity and for protein content. Tile radioactive compounds used in these studies had tile following specific activities: C-14-Ac, 0. The radioactivity values could only arise from C-14-ASA or C-14-Ac after the hydrolysis of ISA, and would therefore not he affected by any bound SI which the fluorescence values might include.
The possible interference of C-14-Ac from hydrolysis was ruled out by the observation that ('-14-Ac exhibited an elution peak between the protein and the ISA. Also, in experiments in which C-14-Ac was added to the protein there was no radioactivity in the hound form after gel filtration.
The binding of ISA as determined by the relation between free and bound C-14-ASA was, therefore, not by any C-14-Ac that may result from hydrolysis. As shown in Fig 4, 
